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FIG. 1B 




Hindlll 



PGR of pT0021 with XhoF & BamHNR 

(SEQ ID NO. 13) 
XhoF-5'-AAn CTCG^TAAAATAACAT-Z' 
Xhol \ 

f (SEQ ID NO. 14) 

AAATCAGGTGACTGT TGAGAA MGGAGG C GGATCC CG-BamHNR 
Stop RBS BamHl 
of 

arsR 



Digestion with 
X/joI & 8amHI 



Ligation 



Modified between stop 
of arsR to BamHI arsR 

Xhol 



PGR of pT0021 with LucFFB & LucFFH 




(SEQ ID NO. 15) 

LucFFB-5'-CGGG/trCCATGAGGGG7TCCGAAGACG 
Start Original BamW/ 
BmHl of ^ was modified 



Hindlll 



(SEQ ID NO. 16) 
GAAAGTCCAAAnGTMGCTTGGG-LucFFH 
Stop 

of Hmd/// 
Digestion with LucFF 
B^m)r{\. & Hindlll i 



Ligation | 




IVIodified in the 
vicinity of BamHI 

Gloning site for ORFs: 
BamHI & Hindlll 

No additional codons 
in the induced protein 

r 

P arsR 

CTCGAG - - -|^- - -ffGA|GAA AAGGAGGCGGATCC |ATG 
Xhol RBS BamHI 



Hindlll 



LucFF 



(SEQ ID NO. 17) 

- iTAAlGCn 

Hindlll 
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FIG. 2 




Verification of pTHA/ORF clones 
by PGR and sequencing 
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FIG. 3A 

Functional assay on semi-solid support media 

Frozen stock of phage 77 pTHA/ORF S. aureus RN4220 transfomiants 

I 

1:10 and 1:100 dilution in saline solution 
5^1 of 1:10 dilution \^ 3 ^l of 1:10 and 1:100 dilution 

Streak onto agar plates containing Spot onto agar plates containing 
0, 2.5, 5, and 7.5 |iM NaAsOg 0, 2.5, 5, and 7.5 \iM NaAsOg 

0/N, 37°C 

Compare bacterial growth on plates with and without NaAs02 

FIG. 3B 

Functional assay in liquid medium 

0/N culture inoculated from frozen stock of 
phage 77 pTHA/ORF S. aureus RN4220 transformants 

t 

1:1 00 dilution of 0/N culture 

I 2h,37°C,25rpm 
Fresh culture 
I 150 ^il 
2.5 ml containing 0 and 5 NaAs02 

3.5 h, 37°C, 250 rpm 
Measure ODggg 1:10 serial dilution from 1 0"'' to 1 0"^ 

I 20^1 of 10 -4 to 10 -6 
Spot onto agar plate 
I 0/N,37°C 
Count colonies 
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FIG. 4A 
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FIG. 4C 
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5nM 



FIG. 4D 
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FIG. 4G 



r 




o o o o o 






■Jerry HELLtllKK et al 
DNA SEQUENCES FROM... 
USSN 09/407,804 
REPLACEMENT DRAWING 



9/15 



FIG. 5A 



77pTHA/ORF17-2 



77pTHA/ORF17-1 



77pTHA/ORF15-3 



77pTHA/ORF15-2 




77pTHA/ORF17-3 



77pTHA/ORF25-1 



77pTHA/ORF11-3 



77pTHA/ORF15-1 



77pTHA/ORF17-2 



77pTHA/ORF17-1 



77pTHA/ORF15-3 




77pTHA/ORF17-3 



77pTHA/ORF25-1 



77pTHA/ORF11-3 



77pTHA/ORF15-2' — ^77pTHA/ORF15-1 

5mM 
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FIG. 5B 



77pTM/ORF43-2 



77pTM/ORF43-1 



77pTM/ORF19-3 



77pTM/ORF19-2 




77pTM/ORF43-3 



77pTM/ORF102-1 



77pTM/ORF102-2 



77pTM/ORF102-3 



77pTM/ORF43-2 
77pTM/ORF43-1 

77pTM/ORF19-3 




77pTM/ORF43-3 



77pTM/ORF102-1 



77pTM/ORF102-2 



77pTM/ORF19-2^ ^— ^ — • 77pTM/ORF1 02-3 

5nM 
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FIG. 5C 



77pT/ORF102-2 
77pT/ORF102-1 -n 



77pT/ORF7-2 -cS 



77pT/ORF7-1 




77pT/ORF102-3 



77pT/ORF108-1 



77pT/ORF108-2 



77pT/ORF108-3 
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FIG. 5D 



77pT/ORF104-2 



77pT/ORF104-1 



77pT/ORF19-3 




77pT/ORF104-3 



44pTHA/ORF4-1 



44pTHA/ORF4-2 



77pT/ORF19.2 



77pT/ORF19-1 
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